Protein arginine methyltransferase 1 (PRMT1) catalyzes methylation of histones and other cellular proteins, and thus regulates gene transcription and protein activity. In antigen-induced pulmonary inflammation (AIPI) PRMT1 was up-regulated in the epithelium, while in chronic AIPI, increased PRMT1 shifted to fibroblasts. In this study we investigated the cell type specific regulatory mechanism of PRMT1. Epithelial cells and fibroblasts were stimulated with IL-4 or IL-1β. Gene and protein expression were determined by RT-qPCR, immunohistochemistry staining and Western blotting. Signaling pathway inhibitors, siRNAs and shRNA were used to determine the regulatory mechanism of PRMT1. The results showed that IL-4 up-regulated PRMT1 through STAT6 signaling in epithelial cells, while IL-1β regulated PRMT1 through NF-κB in fibroblasts. The NF-kB inhibitor protein RKIP was highly expressed in epithelial cells and blocked IL-1β induced PRMT1 up-regulation; while the STAT6 inhibitor protein PIAS1 was expressed in fibroblasts and suppressed IL-4 induced PRMT1 expression. Furthermore, IL-4 stimulated epithelial cells to release IL-1β which up-regulated PRMT1 expression in fibroblasts. In conclusion, the inhibitor proteins RKIP and PIAS1 regulated the cell type and signaling specific expression of PRMT1. Thus PRMT1 expression in structural lung cells in asthma can be considered as potential target for new therapeutic intervention.
. NF-κ B is a dimeric transcription factor which is composed of two members of the Rel family of DNA-binding proteins 17, 18 and it is activated by various stimuli, such as TNF-α , IL-1β , and PDGF-BB, as well as by bacterial lipopolysaccharide (LPS), viruses (HIV-1, HTLV-1), and exogenous stress factors such as UV, γ -irradiation, and hypoxia 19 . NF-κ B activity can be reduced by Raf kinase inhibitor protein (RKIP) which is a scaffold protein facilitating the assembly of a multi-protein complex 20 . There is no information about the role of STAT6 and NF-κ B regarding the cell type specific expression of PRMT1 from lung epithelia to fibroblasts in different stages of AIPI. In this study we found that PRMT1 is regulated by the IL-4/STAT6 signal pathway in epithelial cells, while in fibroblasts PRMT1 is activated by IL-1β through NF-κ B. Importantly, we discovered that two signaling inhibitor proteins lead to this cell type specific expression of PRMT1 during different pulmonary inflammation stages.
Results

PRMT1 expression is up-regulated by IL-4 in epithelial cells and by IL-1β in fibroblasts.
To elucidate the different regulatory mechanism in epithelial cells and fibroblasts, IL-4 and IL-1β were used to simulate the BEAS-2B epithelial cell line and the HFL-1 fibroblast cell line. As shown in Fig. 1A , IL-4 increased PRMT1 mRNA expression in BEAS-2B cells after stimulation. IL-1β , however, did not have a stimulating effect in BEAS-2B cells (Fig. 1B) . On the contrary, PRMT1 mRNA did not significantly increase after IL-4 stimulation, neither with a series of concentrations nor at different time points in HFL-1 cells (Fig. 1C) . However, IL-1β induced PRMT1 mRNA expression in HFL-1 fibroblasts in a dose and time dependent pattern (Fig. 1D ). These cell type and stimulus specific effects of PRMT1 regulation were confirmed by protein expression (Fig. 1E) . Also, IL-4 and IL-1β were used to simulate the A549 epithelial cell line and human primary lung fibroblasts and Western blotting showed similar results as BEAS-2B cells and HFL-1 cells (Fig. 1F ). As we reported earlier 4, 5 , eotaxin1 and CCR3 were the downstream target genes of IL-4 up-regulated PRMT1 in epithelial cells, while COX2 and VEGF were regulated by PRMT1 in fibroblasts. As shown in Supplementary Fig. 1 , the expression of eotaxin1 and CCR3 were up-regulated after IL-4 stimulation in BEAS-2B cells, while the expression of COX2 and VEGF did not change ( Supplementary Fig. 1A ). Additionally, in fibroblasts, the expression of COX2 and VEGF increased after IL-1β stimulation, while eotaxin1 expression did not increase, and CCR3 was not expressed in fibroblasts ( Supplementary Fig. 1B ).
Stimulus and cell type specific response of PRMT1 gene promoter activity differs in epithelial cells and fibroblasts. Genomatix software analysis predicted that the sequence of the PRMT1 promoter contains two binding sites for STAT6 and four binding sites for NF-κ B. The first binding site of STAT6 of the PRMT1 promoter was located at bp − 227 to − 209 and the second one at bp − 2974 to − 2956. Four binding sites for NF-κ B were predicted at bp + 200 to − 1000 and one at bp − 1116 to − 1101 ( Fig. 2A) . To identify the reactive binding sites in the PRMT1 promoter, we constructed a series of human PRMT1 promoter clones from − 3000 to + 200bp, named pPRMT-3000, pPRMT1-2000, and pPRMT1-1000 (Fig. 2B) . In BEAS-2B cells the PRMT1 promoter constructs pPRMT1-1000 and pPRMT1-2000 were significantly activated by IL-4 but not by IL-1β ; while, pPRMT1-1000 was activated by IL-4 and IL-1β in HFL-1 cells (Fig. 2C,D) .
The expression of PRMT1 in HFL-1 cells increases after exposure to IL-4 stimulated epithelial cell medium. To explore how PRMT1 is regulated by different cytokines and signal pathways in epithelial cells and fibroblasts, we determined the expression of IL-4 and IL-1β receptors in BEAS-2B and HFL-1 cells. Western blotting showed that the IL-4 receptor (IL-4Rα ) was expressed in both BEAS-2B and HFL-1 cells and was up-regulated after either IL-4 or IL-1β stimulation (Fig. 3A) . Furthermore, the IL-1β receptor (IL-1β RI) was expressed on both BEAS-2B and HFL-1 cells. It is noteworthy that the expression of IL-1β RI was lower in fibroblasts compared to epithelial cells and increased significantly after IL-1β stimulation (Fig. 3A) .
To further explore the possible link between the two cell types on the regulation of PRMT1 expression, increasing concentrations of IL-4 stimulated epithelial cell medium (ISEM) were added to HFL-1 cells and the expression of PRMT1 was increased significantly by 40% ISEM at 24h (Fig. 3B) . To verify whether IL-1β is the Scientific RepoRts | 6:21810 | DOI: 10.1038/srep21810 Figure 1 . Expression of PRMT1 in BEAS-2B and HFL-1 with IL-4 and IL-1β stimulation. BEAS-2B and HFL-1 cells were stimulated with IL-4 and IL-1β at different doses and time points, and PRMT1 mRNA expression was detected after the stimulation (A-D). With 20 ng/ml IL-4 stimulation and 10 ng/ml IL-1β stimulation in BEAS-2B and HFL-1 cells, the protein expression of PRMT1 was measured at different time points after the stimulation (E). The relative expression of PRMT1 after stimulation with IL-4 and IL-1β in A549 cells and human primary fibroblasts at different time points was determined by Western blotting (F). All the mRNA expression was determined by RT-qPCR analysis, and GAPDH expression was used to normalize the expression level. Western blotting was shown as representative image and density under the band was measured (ImageJ software) and normalized to β -actin. The results were expressed as mean ± S.E.M of triplicates from three independent experiments and analyzed by One-way ANOVA test. * and ** represent P < 0.05 and P < 0.01 between indicated groups and control group. component in ISEM which up-regulates PRMT1 expression in HFL-1 cells, a neutralizing antibody against IL-1β was added, and an antibody to IgG was used as an isotype control. The data showed that IL-1β depletion attenuated the expression of PRMT1 on both mRNA and protein level (Fig. 3C,D) .
The IL-4/STAT6 pathway is activated in BEAS-2B cells but not in HFL-1 cells. With IL-4 stimulation, phosphorylation STAT6 reached a maximum between 30 min and 1 hour both in BEAS-2B and HFL-1 cells (Fig. 4A) . Since IL-4 did not show any stimulatory effect on PRMT1 expression in fibroblasts, we further investigated the underlying signal transduction. The results showed that IL-4 stimulation increased PIAS1 protein levels in BEAS-2B and HFL-1 cells (Fig. 4A) . To further determine the action of PIAS1, co-IP assay with p-STAT6 was performed and the result revealed that PIAS1 and p-STAT6 formed a complex in HFL-1 cells, but not in BEAS-2B cells (Fig. 4B) .
We further aimed to verify the function of STAT6 on PRMT1 expression in IL-4 simulated epithelial cells. Thus, BEAS-2B cells were transfected with either shRNA-STAT6 vector or shRNA-NC as control. Both RT-qPCR and Western blotting results showed that the sh2-STAT6 vector knocked down STAT6 expression effectively (Fig. 4C) . Next, we established stable sh-STAT6 knockdown cells, and observed that IL-4 stimulation for 24h neither induced the phosphorylation of STAT6 nor PRMT1 significantly compared to shRNA-NC transfection (Fig. 4D) . In order to avoid off-target effects of shRNA and confirm the effect of STAT6 knockdown, additional experiments were performed by using a mix of sh1-STAT6 and sh2-STAT6 vectors at the ratio of 1:1 to knockdown the STAT6 expression and Western blotting showed similar results as stable sh-STAT6 knockdown cells (Fig. 4E) . The IL-1β/NF-κB pathway is activated in HFL-1 cells but not in BEAS-2B cells. In order to explore the IL-1β stimulated signaling pathway regulating PRMT1 expression in epithelial cells and fibroblasts, BEAS-2B and HFL-1 cells were stimulated for 30min, 1h, 3h, 6h, 12h or 24h. The expression of Iκ B and RKIP were detected by Western blotting. In fibroblasts, IL-1β degraded Iκ B; however, in BEAS-2B cells IL-1β increased the expression of Iκ B (Fig. 5A) . Interestingly, IL-1β increased RKIP, a NF-κ B pathway inhibitor, in BEAS-2B cells and decreased it in HFL-1 cells (Fig. 5A ). Further analysis using NF-κ B luciferase activity assay showed that IL-1β significantly increased NF-κ B activity in HFL-1 cells compared to unstimulated cells and IL-4 treated fibroblasts (Fig. 5B) . To confirm the regulatory role of the NF-κ B signal pathway in IL-1β regulation of PRMT1, fibroblasts were incubated with PDTC, a NF-κ B inhibitor, which decreased the IL-1β stimulated PRMT1 both on the mRNA and protein level (Fig. 5C,D) . Furthermore, VEGF and COX2 were also decreased by PTDC in HFL-1 cells ( Supplementary Fig. 2 ).
Cell type specific expression of RKIP and PIAS1 in epithelial cells and fibroblasts accounts for the cell type specific expression of PRMT1. To explore the cell type specific role of RKIP and PIAS1, both inhibitor proteins were silenced by corresponding siRNAs in BEAS-2B or in HFL-1 cells, respectively. In BEAS-2B cells, si-RKIP-3 was the most efficient siRNA and was used for all further experiments (Fig. 6A) . Western blotting showed that PRMT1 protein expression was rescued after knockdown of RKIP in IL-1β stimulated epithelial cells (Fig. 6B) . Additionally, Western blotting of the phosphorylation of STAT6 in si-RKIP treated cells showed that IL-1β is not a strong inducer of STAT6 phosphorylation ( Supplementary Fig. 3 ). . IL-1β , 40% ISEM, and IL-1β antibody were used to stimulate HFL-1 cells and the expression of PRMT1 was detected by RT-qPCR and Western blotting (C,D). Western blotting was shown as representative image and density under the band was measured (ImageJ software) and normalized to β -actin. The results were expressed as mean ± S.E.M of triplicates from three independent experiments and analyzed by One-way ANOVA test. * ,# and ** represent P < 0.05 and P < 0.01 between indicated groups and control group.
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In HFL-1 cells, si-PIAS1-2 and si-PIAS1-3 showed an equal knock-down effect thus equal amounts of si-PIAS1-2 and si-PIAS1-3 were mixed for all following experiments (Fig. 6C) . The expression of PRMT1 was increased in HFL-1 cells treated with si-PIAS1 as compared to si-NC treated cells (negative control). In HFL-1 cells treated with si-PIAS1 and stimulated with IL-4 the expression of PRMT1 was up-regulated compared to the control-group (Fig. 6D) .
Cell type specific expression pattern of RKIP and PIAS1 is observed in E3 rat lungs with AIPI. We next determined the expression of RKIP and PIAS1 in vivo, by immunohistochemical staining in rat AIPI lungs. The results showed that RKIP was mainly expressed in airway epithelium and to a lesser extend in fibroblasts in control and animals with chronic AIPI (Fig. 6E) . In lungs with acute AIPI, RKIP was mainly expressed in the airway epithelium (Fig. 6E) . In contrast, PIAS1 was equally expressed in the sub-epithelial fibroblasts in control and acute AIPI lungs, while it was increased in fibroblasts of rats with chronic AIPI (Fig. 6F,G) .
Discussion
In this study, we observed that IL-4 stimulated PRMT1 by STAT6 pathway in epithelial cells, while IL-1β stimulated PRMT1 via NF-κ B in fibroblasts. In addition, our in vitro data suggested that IL-4 stimulated epithelial cells released IL-1β which in turn elevated PRMT1 production by fibroblasts. Furthermore, an increased expression of the STAT inhibitor protein PIAS1 was observed, which formed a complex with p-STAT6, thereby inhibiting STAT6 signaling in fibroblasts, but not in epithelial cells. In epithelial cells the high expression of Iκ B and RKIP prevented IL-1β stimulation of PRMT1 expression. These findings were confirmed in vivo by immunohistochemistry showing PIAS expression in sub-epithelial fibroblasts and RKIP expression in the airway epithelium.
PRMTs have essential regulatory functions as transcription factor co-regulators. In vitro studies revealed that angiotensin-II induced PRMT1 expression and endothelial cell activation, thereby generating reactive oxygen species (ROS) 21 . Extracts of nerve growth factor treated PC12 cells contained elevated PRMT1 activity, compared to untreated cells 22 . PRMT1 also played an important role in gene activation and metamorphosis induced by ligand activated thyroid hormone receptor 23, 24 . In our previous study, we elucidated that PRMT1 expression was up-regulated in acute AIPI rat lungs and was stimulated by IL-4 in airway epithelial cells 4 . Furthermore, our data showed that PRMT1 expression shifted from the epithelium to sub-epithelial fibroblasts where it was significantly up-regulated in rat lungs with chronic AIPI 5 . However, the differences of the regulatory mechanism of PRMT1 in different cell types needed to be unveiled.
There is strong evidence that epithelium dysfunction is a cause of inflammatory lung disorders, and sub-epithelial fibroblasts are the major source of extracellular matrix in airway wall interstitial connective tissue in asthma 25 . IL-4 is one of the most important pro-inflammatory cytokines driving airway inflammation and IL-1β is a potent pro-inflammatory mediator that exacerbates parenchymal-cell injury 8 . Our data clearly showed The results were expressed as mean ± S.E.M of triplicates from three independent experiments and analyzed by One-way ANOVA test. The results were expressed as mean ± S.E.M and analyzed by One-way ANOVA test. * and ** represent P < 0.05 and P < 0.01 between indicated groups and control group.
that IL-4 up-regulated the expression of PRMT1 in epithelial cells and IL-1β increased its expression in fibroblasts. In addition, four down-stream genes of PRMT1, eotaxin-1 and CCR3 in epithelial cells, and COX2 and VEGF in fibroblasts, were increased by IL-4 or IL-1β in the same cell type specific pattern as PRMT1. These data indicated that PRMT1 was regulated by different signal pathways in different airway cell types. Regarding PRMT1 promoter function studies using the Xenopus PRMT1 promoter indicated that thyroid hormone (T3) up-regulated PRMT1 through c-Myc, a transcription factor associated with stem cells and cell qPCR (A,C) . The si-RKIP-3 was used to knockdown RKIP expression and IL-1β was added to stimulate the BEAS-2B cells. The mix of si-PIAS1-2 and si-PIAS1-3 was used to knockdown PIAS1 expression and IL-4 was added in HFL-1 cells. The protein expressions of RKIP, PIAS1 and PRMT1 were detected after transfection and stimulation (B,D). RKIP and PIAS1 were detected by immunohistochemical staining. Representative images of RKIP (E) and PIAS1 (F) protein expression in control rat lungs (left panel), acute (middle panel) and chronic AIPI rat lungs (right panel) were stained with anti-RKIP (1:1000) and anti-PIAS1 antibody (1:100). IOD (integrated optical density) of RKIP and PIAS1 was determined by Image-Pro Plus 6.0 software to estimate the expression of protein in epithelium and sub-epithelium (n = 6 for each group) (G). Western blotting was shown as representative image and density under the band was measured (ImageJ software) and normalized to β -actin. The results were expressed as mean ± S.E.M of triplicates from three independent experiments and analyzed by One-way ANOVA test. * and ** represent P < 0.05 and P < 0.01 between indicated groups and control group. proliferation 26 . However, to our knowledge, there is no report on transcription factors regulating the human PRMT1 promoter in the lung. Therefore, we have cloned the human promoter (− 3011/+ 178) upstream the PRMT1 transcription start site (TSS) and sequence analysis by Genomatix software of the − 3011/+ 178bp region revealed two putative bindings sites for STAT6 and four binding sites for NF-κ B. By using 5′ -serial deletion reporter gene constructs, we showed that the region from bp − 1000 of the human PRMT1 promoter was required for the response of BEAS-2B to IL-4 and to IL-1β in HFL-1 cells, which suggested that the PRMT1 promoter − 1000/+178 bp was a core promoter region for PRMT1 regulation. In HFL-1 cells the PRMT1 promoter − 1000/+178bp was activated by IL-4, but IL-1β was more effective. Additionally, the promoter region − 3011/+178bp in BEAS-2B cells, − 2000/+178bp and − 3011/+178bp in HFL-1 cells, which contain the STAT6 and NF-κ B binding sites, seemed unresponsive. From this result, we speculate that a PRMT1 promoter suppressor may exist for these unresponsive regions.
As PRMT1 is induced by different cytokines in lung epithelial cells and fibroblasts, and participates in both inflammation and remodeling in asthma, we investigated the link between these two cell types on PRMT1 expression. The ability of alveolar epithelial cells to release chemotactic factors was recognized in a seminal paper published in 1990, describing the ability of A549 cells to release IL-8 in response to TNF or IL-1β 27 . Andrew et al. reported that alveolar type II epithelial cells release IL-1β in response to LPS 28 , and in our previous study we demonstrated that IL-4 stimulated A549 epithelial cells to produce TGF-β , which affected the proliferation of fibroblasts, and elevated the production of PRMT1, COX2 and VEGF 5 . Here we provide evidence that IL-4 stimulated human epithelial cells released IL-1β which then up-regulated PRMT1 expression in fibroblasts. Blocking IL-1β activity in epithelial cell conditioned medium by neutralizing IL-1β antibodies inhibited the increased expression of PRMT1 by fibroblasts.
In various cell types, the transcription factor STAT6 mediates the action of IL-4. Our data showed that IL-4 exposure phosphorylated STAT6 both in BEAS-2B and HFL-1 cells. Moreover, IL-4 phosphorylated STAT6 in HFL-1 cells but did not up-regulate the expression of PRMT1. In this context, PIAS proteins bound specifically to phosphorylated STAT dimers and prevented them from binding to corresponding DNA binding sequences 12, 29 . Since there is specificity as well as redundancy in PIAS-STAT interactions we aimed to explain why the phosphorylation of STAT6 in HFL-1 cells did not up-regulate the expression of PRMT1. We observed that the STAT inhibitor protein PIAS1 was increased in both BEAS-2B and HFL- In addition, we demonstrated that knockdown of PIAS1 rescued the STAT6 activity in HFL-1 cells and increased PRMT1 expression after IL-4 stimulation. Moreover, the expression and location of PIAS1 in vivo in AIPI rat lung tissue sections showed that it was highly expressed in sup-epithelial cells, suggesting that IL-4 may have no direct stimulating effect on PRMT1 expression in sub-epithelial fibroblasts. In AIPI lung tissues, PIAS1 was expressed in airway epithelial cells which might represent a negative feedback mechanism of STAT6 signaling; thus our data suggested that the cell type specific IL-4 effects on the expression of PRMT1 required the STAT6 inhibitor protein PIAS1.
Sub-epithelial fibroblasts are important in airway wall remodeling in asthma and their numbers are increased in asthmatic airways 30 . TGF-β , bFGF, GM-CSF, IL-1β , and TNF-α may play pivotal roles in this process, as reviewed by others 31, 32 . Among those cytokines, IL-1β induced epithelial-mesenchymal transition (EMT) and myofibroblast activation through a TGF-β 1 mediated mechanism 33 . In our study, we observed the degradation of the NF-κ B inhibitor Iκ B in HFL-1 cells after IL-1β stimulation, thereby activating the NF-κ B signaling. In contrast, there was no degradation of Iκ B in BEAS-2B cells after IL-1β stimulation, but the expression of RKIP, a NF-κ B signaling inhibitor protein, was increased. Interestingly, the expression of RKIP decreased in HFL-1 cells stimulated with IL-1β . These observations may explain the different effects of IL-1β on NF-κ B activation and regulation of PRMT1 expression in the two structure forming airway wall cell types. Moreover, in IL-1β stimulated HFL-1 cells the NF-κ B inhibitor PDTC reduced the expression of PRMT1 and down-stream genes of PRMT1, VEGF and COX2.
Furthermore, knockdown of RKIP rescued the NF-κ B activity in BEAS-2B cells and the PRMT1 expression increased after IL-1β stimulation without phosphorylation of STAT6. Therefore, we considered that PRMT1 up-regulation in si-RKIP treated cells was due to NF-κ B activation by IL-1β but not a potentiating effect of IL-1β on top of IL-4. Immunohistochemical staining of RKIP in AIPI rat lungs showed its major expression in bronchial epithelial cells. This observation may explain why IL-1β did not induce PRMT1 expression in BEAS-2B cells.
In summary, we demonstrated that IL-4 up-regulated PRMT1 expression through STAT6 in epithelial cells, while IL-1β induced PRMT1 in fibroblasts through NF-κ B. We also proved that IL-4 stimulated epithelial cells released IL-1β , which in turn up-regulated PRMT1 expression by fibroblasts. The findings revealed two cell type specific regulatory mechanisms on PRMT1 which are mediated by the cell type specific inhibitor proteins PIAS1 and RKIP (Fig. 7) . Beside novel information on the cell type specific conditions leading to allergic asthma, our data may provide the basis for three novel therapeutic and diagnostic targets in asthma as PRMT1, PIAS1 and RKIP.
Materials and Methods
Cell culture and stimuli. BEAS-2B, a normal human bronchial epithelial cell line, was kindly provided by Professor Wei Wang (School of Public Health, Zhenzhou University, China) and the cells were grown in RPMI-1640 (Invitrogen, Grand Island, NY) supplemented with 12% NCS (newborn calf serum) (Beyotime, Beijing, China). Co-Immunoprecipitation assay. For co-immunoprecipitation (Co-IP) BEAS-2B cells with or without IL-4 stimulation and HFL-1 cells with or without IL1-β stimulation grown in 100mm plates were lysed in cell lysis buffer. Each lysate was divided into three parts, and 1μ g of anti-p-STAT6 antibody or anti-PIAS1 antibody was incubated overnight at 4 C with one of the lysates, anti-IgG antibody served as negative control. Immune complexes were precipitated by Protein-A/G Agarose (Beyotime, Shanghai, China) at 4 C for 4h. After five washes with cold 1× PBS, an equal volume of 2× loading buffer was added to the complexes. Next, denatured protein samples were separated by SDS-PAGE for Western blotting with respective antibodies to p-STAT6, PIAS1 or IgG as described above.
Lung histology and immunohistochemistry staining. Lung tissues sections from AIPI rats were obtained from previous experiments 3 . For immunohistochemical staining, tissue sections were incubated with anti-PIAS1 antibody (1:100, Abcam, Cambridge, UK) or anti-RKIP antibody (CST, Boston, USA) in PBS at 4 °C overnight, followed by 2-step plus Poly-HRP anti-goat IgG detection kit (ZSGB-BIO, Beijing, China) as described previously 3 (n = 6 for each group). The experimental procedures were approved by the Institutional Animal Ethics Committee of Xi'an Jiaotong University; the methods were carried out in "accordance"with the approved guidelines.
Statistical analysis. All data are presented as mean ± SEM from three independent experiments performed in triplicate or quadruplicate. All Western blotting data are representative of three independent experiments, and the protein band density was measured by ImageJ software and normalized to β -actin. The mean value of the protein bands is shown underneath the corresponding protein bands. Statistical comparison was performed by One-way ANOVA test with Tukey post hoc testing between multiple treatment groups. P-value < 0.05 was considered as statistically significant.
